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SYMTHBTIC PEPTIDES OF HOMMI PAPILLOMAVIRUSES 1, 5, 6, 8, 
5 11, 16, 18, 31, 33 MtD 56, USEFUL IN IMMUNOASSAY FOR 
DIAGNOSTIC PURPOSES 

Tta0 Invention refers to a method for diagnosing the 
infection of human papillomaviruB (HFV) and of 
10 papillomaviras (PV) carrying tumours, especially cervix 
cancer and condyloma, by the detection of virus specific 
antigen-^antibody con^>lexes in immunoassay. Several new 
immunoreactive antigens based on the HPV-types 1, 5, 6, 8, 
11, 16, 18/ 31, 33 and 56, useful for such diagnostics, 
15 have been produced by chemical means. Their use and 
structure is described. 

Human papillomavirus is a common virus family ^rtiich 
causes proliferative diseases in an infected epithelium. 
Different types of HPV cause different diseases and appear 

20 at different sites in the body. Several types, in 

particular type 6, 11, 16, 18, 31, 33, 35 and 52, infect 
the genital region. The HPV types 6 and 11 mainly cause 
pointed genital warts, known as condyloma acuminata. The 
types 16, 18, 31, 33, 35, 39, 51 and 55 cause on the other 

25 hand mainly flat, almost invisible lesions which are called 
cervical intraepithelial neoplasia (CIN). These CIN-lesions 
can develop further to cervix cancer even if con9>aratively 
seldom* Mbre than 90 % of all cervix cancers cairry some 
type of HPV. HPV 16 alone is found in about 60 % of all 

30 cervical tumours. HPV 1 causes benign skin tumours, verruca 
vulgaris or common wart. HPV 5 and HPV 8 cause malign 
squamous cell carcinomas in the skin, above all as a part 
of a state of illness with multiple warts which are called 
epid rmodysplasia verruciformis (EV) . 

35 All HPV genoms have at 1 ast 8 r gions which are 

supposed to code for a protein and are called open reading 
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frames (ORF) .These are numbered El to E7, LI and L2. By way 
of intaraduction, tdie reading frames El, E2, E4, E5, E6 and 
E7 have li^een studied In connection with the present 
Invention. Foirtyone peptides in all have then been 
5 synthesized on the basis of the amino acid sequences for 
the proteins from E2V E4, E7, LI or L2 of HPV 1, 5, 6, 8, 
11, 16, 18, 31 and 33. The selection of peptide sequences 
was based on the assuo^tion that an immunoreactive region 
might be situated in the same relative region of a protein 

10 from different HPV types. In this connection, the above 

described knowledge about the immunoreactive regions of HPV 
16 and other known immunoreactive regions within E2, E4, 
B7, LI and L2 of HPV 16 were utilised (J. Dillner, L. 
Dinner, WO 90/04790, Dillner et al.. Int. J. Cancer, 45, 

15 529-535, 1990; Dillner, Int. J. Cancer, 46, 703-711, 1990). 
It is not at all obvious that immunoreactive regions of the 
other HPV viruses should be located within the same 
relative regions, and as can be seen below, the successful 
discovery of immunoreactive regions have been very 

20 different for different peptides and different HPV types. 
Immunoreactive antigens of HPV 16 are known within the 
reading frames El, E2, and B6 (J. Dillner et al.. 
Proceedings of the National Acadeisy of Sciences USA, 86, 
3838-3841 (1989)? J. Dillner, EP,A2 344 940). Additional 

25 peptides idiich likewise originate from HPV 16, reading 
frames El, E2, B4, E6 and E7, have been described (G.K. 
Schoolnik, EP,A2 257 754). Moreover, these have been 
selected with respect to predicted secondary structure and 
Iqrdrophilicity. However, these antigens differ from those 

30 claimed here. 

Schoolnik et al. (EP, A2 257 754) have used a computer 
algorithm based on hydrophilicity and predicted secondary 
structur to select peptide segu nces for synthesis. W. D. 
Lancaster pr s nted (in a lecture at the 7th International 
35 Papillomavirus meeting, Sophia Antopolis, France, May 1988) 
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the use o£ a computer algorithm to select sequences in the 
LI protein of BPV-1 and BPV-2 that were either poorly 
conserved or exhibited homology between these BPV types. It 
must be emphasized that in no instance was any type of 
computer algorithm or other previously described methods 
used for peptide selection in the present invention. 

The reading frame E7 of HPV 16 is 84 amino acids long 
and has bcran synthesized as a 84 amino acids long peptide 
(Reeves et al.. Lancet, i, 551-552, 1990) and as a fusion 
protein produced in bacteria (Jocfanus-Kudielka et al., J. 
Hat. Cancer Inst., 81, 1698-1704, 1989). The costs for 
producing such long peptides are, however, very high and it 
is in addition technicallly difficult to accoB^lish and the 
shorter E7 peptides described here are consequently a 
15 considerable inqprovement. 

An object of the invention is to provide a method of 
detecting especially cervix cancer in a cheaper and more 
eaisy way. Furthermore, it was intended to find peptides 
based on ORF E7, which should be more immunoreactive and at 
the same time cohsiderbly shorter and thus cheaper and more 
easy to jproduce than the earlier described 84 amino acid 
long peptides. The objec has been further developed to find 
synthetic peptides based on other medically important 
papillomaviruses than the earlier studied BPV 16. In the 
25 present invention we describe immunoreactive peptides from 
HPV 1, 5, 6, 8, 11, 16, 18, 31, 33 and 56. 

In order to achieve said purpose the method of the 
invention has obtained the characterizing features of claim 
1. 

The invention will now be further explained below with 
reference to the acconqpanying drawings, in which 

FIG 1 shows the IgA reactivity of 30 sera from 
patients with cervix cane r against 42 overlapping 20 
amino acid peptides corresponding to the total 
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sequence of human papillomavirus type 16 (HPV 16 ) , ORP 
El, 

PIG 2 shows the IgG reactivity of 30 sera from 
patients with cervix cancer against 42 overlapping 20 
amino acid peptides corresponding to the total 
sequence of human papillomavirus type 16 (HPV 16), ORP 
El, 

PIG 3 shows the IgM reactivity of 30 sera from 
patients with cervix cancer against 42 overlapping 20 
amino acid peptides corresponding to the total 
sequence of human papillomavirus type 16 (HPV 16), ORP 
El, 

PIG 4 shows the IgA reactivity of 30 sera from 
patients with cervix cancer against 24 overlapping 20 
15 amino acid peptides corresponding to the total 

sequence of human papillomavirus type 16 (HPV 16), ORP 
E2, 

PIG 5 shows the igG reactivity of 30 sera from 
patients with cervix cancer against 24 overlapping 20 
amino acid peptides corresponding to the total 
sequence of human papillomavirus type 16 (HPV 16), ORP 
E2, 

PIG 6 shows the IgM reactivity of 30 sera from 
patients with cervix cancer against 24 overlapping 20 
25 amino acid peptides corresponding to the total 

sequence of human papillomavirus type 16 (HPV 16), ORP 
E2, 

PIG 7 shows the IgA reactivity of 30 sera from 
patients with cervix cancer against 6 overlapping 20 
aminosyrors peptides corresponding to the total 
sequence of human papillomavirus type 16 (HPV 16), ORP 
E4, 

PIG 8 shows the IgG reactivity of 30 sera from 
patients with dervix cancer against 6 overlapping 20 
^5 aminosyrors peptid s corresponding to the total 
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sequence o£ huxnetn papillomavirus type 16 (HPV 16), ORF 
B4, 

FIG 9 shows the IgM reactivity of 30 sera from 
patients with cervix cancer against 6 overlapping 20 
aainosyrors pep-tides corresponding to the total 
sequence of human papilloaiavirus type 16 (HPV 16), ORF 
B4, 

FIG 10 Shows the IgA reactivity of 30 sera from 
patients with cervix cancer against 5 overlai^ing 20 
aminosyrors peptides corresponding to the total 
sequence of human papillomavirus type 16 (HPV 16), ORF 
E5, 

FIG 11 shows the IgG reactivity of 30 sera from 
patients with cervix cancer against 5 overlapping 20 
15 aminosyrors peptides corresponding to the total 

sequence of human papillomavirus type 16 (HPV 16), ORF 
B5, 

FIG 12 Shows the igH reactivity of 30 sera from 
patients with cervix cancer against 5 overlapping 20 
aminosyrors peptides corresponding to the total 
sequence of human papillomaviruB type 16 (HPV 16), ORF 
B5, 

FIG 13 shows the IgA reactivity of 30 sera from 
patients with cervix cancer against 10 overlapping 20 
25 amino acid peptides corresponding to the total 

sequence of human papillomavirus type 16 (HPV 16), ORF 
E6, 

FIG 14 shows the IgG reactivity of 30 sera from 
patients with cervix cancer against 10 overlapping 20 
amino acid peptides corresponding to the total 
sequence of human papillomavirus type 16 (HPV 16), ORF 
E6, 

PIG 15 shows the IgM reactivity of 30 sera from 
patients with cervix cancer against 10 overlapping 20 
35 amino acid peptides corresponding to th total 
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sequence of human papillomavixuB t3rpe 16 (HFV 16), OHF 
E6, 

FIG 16 Bham the igA reactivity of 30 sera from 
patients vith cervix cancer against 6 overlapping 20 
aminosyrors peptides corresponding to the total 
sequence of human papillomavirus type 16 (HPV 16), ORP 
E7, 

PIG 17 shows the IgG reactivity of 30 sera from 
patients with cervix cancer against 6 overlapping 20 
aoiino83frors peptides corresponding to the total 
sequence of human papillomavirus type 16 (HPV 16), ORP 
E7, 

FIG 18 shows the igM reactivity of 30 sera from 
patients with cervix cancer against 6 overlapping 20 
^5 aminosyrors peptides corresponding to the total 

sequence of human papillomavirus type 16 (HPV 16), ORP 

FIG 19 shows a comparison between the 
i mmnn oreac tivit ies of 30 sera from patients with 
cervix cancer and 60 sera from healthy persons against 
4 of the examined peptides, 

FIG 20 shows the mapping of papillomavirus group- 
specific epitopes, and 

FIG 21 shows the generation of group specific antisera 
25 by immunization with synthetic peptides. 

Peptide BVTithft«yj,p 

The polypeptides were produced synthetically and the 
the following formula are stated for denoting the amino 
30 acids in the synthetic peptides. 

In Table 1 below the symbols indicate amin acids 
according to the following: 
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SSm& AMINO ACTD 

Y L-tyrosina 
G glycine 

7 L-phenylalanine 

5 M L-methionlne 

A L-alanine 

S L-serihe 

I ; L-l8oleucine 

I» L-leucine 

10 T L-thzeonlne 

V L-valine 
P li-pxollne 
K L-lyafiiie 

H L-hl8tidlne 
15 Q L-glutanine 

B L-gltttamic acid 

W L-t ry pLo p han 
R L-arginlne 
D L-aapartlc acid 

20 N L-asparaglne 

C L-cysteine 
The different amino acids used for peptide synthesis 
had beeen deduced from the nucelotide sequences of the open 
reading frames LI, L2, B2, E4 and E7 of the HPV types 1, 5, 
6, 8, 11, 16, 18, 31 and 33. The peptide synthesis was 
performed with t-Boc amino acids (Bachyem, Bubendorf , 
Schweiz) and a p-methyibenzhyUrylamine resin (Fluka, Buchs, 
Scfaweiz) according to; an earlier published method 
(Houghten, Proceeding^ of the National Academy of Sciences 
USA, 82, 5131-5153 1985). The protecting groups of formyl- 
tryptophan and methionine sulphoxide were removed by 
treatment with 25 % hydrofluoric acid and the peptides were 
th n d tached from the resin by liquid hydroflu ric acid. 
Sine all peptid s were synth siz d on a 
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p-metJiylbenzhydrylaioixie resin, all peptides contain an 
amide group on their carboxyterminal end. 

Preparation of peptide antiaqgfl 
5 The peptides were coupled to the carrier protein KLH 

(Keyhole liiqpet hemocyanin, an o^^gen transport protein 
from a marine gastropod, Sigma, St Louis, HO. USA) by using 
maleimidobensoyl-n-hydrozysuccinimide ester (MBS) for 
peptides containing cysteine or glutardialdel^de for the 

10 others, in this coimection, 4 mg peptide was coupled to 4 
mg KI.H. The reaction mixture with KLH was dialyzed against 
10 mH phosphate buffer, pH 6, and 85 il of 4 mg/ml HBS 
dissolved in dimethyl formamide was then added and was 
allowed to react for 30 minutes. KLH-HBS was then separated 

15 from free MBS by gel filtation on a column of Sepahdex &-25 
(Pharmacia, Upsala, Sweden) and the synthetic p^tide was 
added and allowed to react for 15 hours at room 
tonqperature. When coupling with glutardialdehyde, KLH was 
dialyzed against PBS and 4 mg KLH was then mixed with 4 mg 

20 synthetic peptide. 200 U of 25 % glutardialdehyd (Merck, 
Darmstadt, Germany) was added to 13 ml PBS. Then 260 ll of 
this diluted glutardialdehyde solution was added to the 
mixture of peptide and KLH and the reaction was allowed to 
proceed for 15 hours at room ten^rature. Finally, 100 mM 

25 Tris-m:i, pH 7.5, was added. iOien guiziea pigs were 

immunized, 100 ig of the coupled peptide was injected 
subcutaneously. At the first immunization the peptide was 
suspended in 1 ml of Freunds conqplete adjuvant (Difco). Two 
weeks later and after another two weeks the animals were 

30 given 100 ig of coupled peptide in Freunds incon^lete 

adjuvant (Difco) was administered. The animals were bled 
two weeks after the last immunization . 
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Sera used for ' Innnanoassays were obtained from patients 
with HPV 16-carrylng cervix cancer and from healthy 
controls. 

5 

Collection of cervical seeretiona 

A small brush (Cytobrush, Madscand, MalJoS, Sweden) was 
rotated over the endo and exocervlz and then the brush was 
placed In a small vial with 1 ml of phosphate buffered 

10 saline containing 5 mH ethylenedinitrilotetraacetic acid, 

penicilline, streptomycine and anqphotericin B. The vial vaa 
mixed on a Vortex mixer and centrlfuged at 5000 rpn for 10 
minutes. The brush was removed and the supernatant, 
containing cervical secretions, was aspirated. The 

15 secretions obtained by this method were diluted 1(2 in 10 % 
lamb serum/phosphate buffered saline before they were used 
in ELZSA. 

20 ELISA 

The synthetic peptides were diluted to 20 ig/ml in 10 
mM carbonate buffer, pH 9.6, and kept for 15 hours at room 
teiqierature or, alternatively, for 72 hours at +4 °C in 50 
ll/hole ELISA plates (Costar, Cambridge, Mass. USA). After 

25 a washing with phosphate buffered saline (PBS) containing 
0.05 % Tween 20 (PBS-T), the plates were blocked with 10 % 
lamb cerum in PBS (LS-PBS) for 60 minutes at 37 °C or, 
alternatively, for 4 hours at room temperature. Human sera 
were diluted 1:30 or, alternatively, 1:20 in LS-PBS, and 

30 added to the plate whereupon the mixture was incubated for 
120 minuters at 37 °C. After 5 washes with PBS-T, a 
monoclonal antibody against IgA, labelled with peroxidase 
(Janssen, Beers , Belgien) and diluted 1:500 or, alter- 
natively, 1:200 in LS-PBS, was added. After 5 washes with 

35 PBS-T, 0.4 mg/ml of i2,2,-azino-di(3-ethylb nzthias lin - 
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sulfonate) dlamnonium salt (ABTS) In 0,1 M citrate buffer, 
pH 4, containing 0.9 % hydrogen peroxide was added and the 
plate was incubated for 60 minutes. The absorbance of the 
liberated colour from the reaction was recorded at 415 nm 
in a spectrophotometer (Titertek, Flow) . After 2 washings 
with PBS-T and blocking with LS-PBS as described above, a 
rabbit antibody against human igG, labelled with alkaline 
phosphatase (Dako, Copenhagen, Denmark) and diluted It 1000 
in LS-PBS, was addeid and the mixture was incubated for 120 
minutes at 37 ©c. After 5 washings with PBS-T, 1 mg/ml of 
para-nitrophenylphosphate in 0.1 M diethanolamine buffer, 
pH 9,6, containing I jM Mgcij was added and the mixture was 
incubated for 90 minutes at room tea^eratore. The 
absorbance of the liberated colour from the reaction was 
15 recorded at 405 nm in a spectrophotometer (Titertek, Plow) . 
The plates were then washed twice with PBS-T, blocked with 
LS-PBS as described above and a goat antibody against human 
IgM, labelled with glucose oxidase (Sera-lab, England) and 
diluted It 800 in LS-PBS, was then added and the mixture was 
incubated for 120 minutes at 37 ^C. After 5 washings with 
PBS-T, 0.36 mg/ml of ABTS, 2.4 % glukos and 8 ig/ml 
peroxidase in 0.1 M phosphate buffer, pH 6.0, was added. 
The absorbance of the liberated colour from the reaction 
was recorded after 60 minutes at 405 nm in a spectro- 
photometer (Titertek; Plow). Ih every test 30 sera were 
allowed to react with the earlier described reactive 
peptide HKSAIVTLTYDSEWQRDQC as an internal standard and the 
absorbances were adjusted compared to the internal standard 
in order to eliminate variations in the results between 
30 different ea^eriments. 

Immunof luoreBcence 

Cells of an established cell line of mouse 
fibroblasts, which had been transfected with HPV type 16, 
35 and, as a control, cells of the same cell line, which did 
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not harbour HPV 16 (NIH 3t3), wore allowed to grow on a 
glass slide and were then fixed in 50 % acetone/50 % 
methanol at -20 for 10 minutes. After blocking of the 
slides with 10 % goat serum in PBS (6S-PBS) for one hour, 
5 guinea pig antisera against the different peptides, diluted 
1:4 in 6S*PBS, were added and the mixture was incubated for 
15 hours at room temperature. The slides were immersed 60 
times in PBS, 15 ig/ial of goat anti-guinea pig igG, 
labelled with biot in (Vector, Burlingame,Ca. USA) in 6S-- 

10 PBS, was added and the mixture was incubated for 45 minutes 
at room temperature. After 60 immersions in PBS, Avidin 
labelled with fluorescein isothiocyanate (Dako, K5penhamn, 
Daxmiark) at a concentration of 10 ig/ml in a solution of 
300 mM MaCl and 10 mM Tris-HCl was added and the mixture 

15 was incubated for 30 minutes at room tenperature • After 60 
Immersions in PBS, the specimens were mounted in 50 % 
glycerol and the fluorescent reactivity was determined in a 
fluorescence microscope (Leitz, Wetzlar, Tyskland). 

20 Immunohi8tocvtoch«m^ «^n^ 

Four mikron thick sections of formalin fixated and 
paraffin imbedded preparations of cerv^ix tissue, infected 
with HPV 16, HPV 6 or HPV 11, on glass slides were immersed 
in xylene, absolute ethanol, 95 % ethanol, 80 % ethanol, 50 

25 % ethanol and, finally, PBS. Peroxidase activity was 

extincted by an immersion for 15 minutes in 3 % hydrogen 
peroxide in PBS and the slid<?8 were then blocked with 10 % 
goat serum in PBS (6S-PBS) for one hour. Guinea pig 
antisera against the different peptides, diluted 1:100 and 

30 1:200 in 6S-PBS, were added and allowed to react for 15 

hours at room temperature. After 60 immersions in PBS, 15 
ig/ml of goat-anti guinea pig-IgG, labelled with biotin 
(Vector, Burlingam ,Ca. USA) in GS-PBS, was added and th 
mixtur was incubated for 45 minut s at r cm ten^rature. 

35 After 60 immersions in PBS, Avidin labelled with peroxidase 
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(Vector, Burlingame^Ca. USA) in PBS was added and the 
mixture was incubated for 30 minutes. After 60 immersions 
in PBS, the slides were immersed for 30 minutes in a 
solution of 200 ml 0.1 M acetate buffer, pH 5, containing 
5 50 mg aminoethyl carbasole, 4 ml dimethyl formamide and 80 
11 30 % hydrogen peroxide. After 20 immersions in PBS the 
slides were immersed for 10 seconds in Mayer's haematoxylin 
and then again immersed 60 times in PBS. The specimens were 
then mounted with 50 % glycerol and examined under a light 
10 microscope (Leitz, Wetzlar, Germany). 

All peptides were tested in ELISA for reactivity with 
IgA, IgG or antibodies in human sera. Peptides from HPV 
16, reading frame El, E2, E4, E5, E6 and E7 were all tested 
against a panel of 30 sera from patients with HPV-carrying 
cervix cancer. IgA reactivity against El peptides could 
first of all be detected with peptides from the 
cazi)oxytexminal part of El, FIG 1. The reactivity was 
comparatively low with the peptide El: 33 as the only 
peptide ^rtiich was reactive with a majority of the sera. 

Only low IgG reactivity was obtained with a minority 
of the sera, PIG 2. Even the most IgG reactive peptide. 
El 139, did only react with 20 % of the sera. Some IgM 
reactivity was also found with peptides in the carboxy- 
terminal region of El, FIG 3, and two peptides. Bit 6 and 
El: 10, in the aminoterminal region of El. The reading frame 
E2 was the most reactive of all HPV reading frames. 11 out 
of 24 peptides were IgA reactive with 25 % or more of the 
sera from patients with cervix cancer. The three most 
reactive peptides, E2:9, E2:13 and E2:17, were IgA reactive 
with 70 % or more of the sera from patients with cervix 
cane r, FIG 4. The IgG reactivity was somewhat lesser but 
two p ptid 8, E2:9 and E2:13, were r active with as much as 
77 and 73 %, r sp ctively, of the cervix cancer s ra. 
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PIG 5. One of the peptides which were very zreactive with 
IgA, peptide E2sl7, was not reactive with IgG to any 
appreciable extent. The IgM reactive peptides from B2 
differed to a large extent from the IgA and IgG reactive 
5 peptides, FIG 6. For example, the IgA reactive peptides 

E2i9 and B2tl3 were not appriciably IgM reactive, while the 
peptide E2sl7 reacted with IgA and IgM but not with IgG. 

The reading frame E4 contained a main epitope for IgA 
antibodies, peptide B4i4, FIG 7. This peptide was also the 
10 most Important E4 epitope for IgG and IgM antibodies, FIG 8 
and 9. IgG reactivity was also found with peptide E4s6 at 
the carboxyterminal end of E4. 

The reading frame B5 contained only one epitope worth 
mentioning, BStl, at the aminoterminal end of E5, which had 
15 some reactivity with IgA, IgG as well as IgM, PIG 10, 11 
and 12. 

Hor was the reading frame B6 pazrticularly imunnore- 
active. Comparatively low IgA and igG reactivities were 
noted, FIG 13 and 14. However, several peptides were IgM 

20 reactive with the peptide E6i6 as the most reactive (47 % 
of the sera from patients with cexrvix cancer), FIG 15. 

The imraunoreactivity of the B7 peptides were unusual. 
For IgG as well as IgA, a small portion (10-20 %) of the 
sera exhibited extremely potemt reactivity, FIG 16 and 17. 

25 These conparatively unusual but strong reactivities were 
obtained for more peptides along the total B7, FIG 16 and 
17. The IgM reactivity against the E7 peptides were 
dominated by peptide B7s4, FIG 18. 

Ten of the most reactive peptides were also tested 

30 with a panel of 60 sera from healthy persons who then ought 
to have a smaller portion of and neither as active HPV 16 
infections as the cervix cancer group. The absorbance 
values from ELISA for the two groups were compared with 
r spect t statistically significant differences with 

35 aMaim-Whitney test. Most of thes 10 peptid s w re a also 
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llt-tle reactive with the control sera as shown in Table 2 
below. 
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TABLE 2 



Peptide 


I9A 






IgG 






IQM 












2 

p-value 


io.i 




p-value 


> 0. 


1 






sex: 


Co 




SOC 


Co 




scr 


Co 


EI:33 


63 « 


37 % 


CO. 02 


3 % 


2 % 


NS 


40 % 


20 % 


NS 


El: 39 


43 % 


18 % 


NS 


20 % 


0 % 


<0.0001 


30 % 


8 % 


<0.0001 


E2:9 


70 % 


62 % 


<0.01 


76 % 


82 % 


NS 


13 % 


12 % 


NS 


E2:13 


87 % 


68 « 


. CO. 0001 


73 % 


47 % 


< 0.0005 


17 % 


20 % 


NS 


E2:17 


70 % 


55 % 


<0.01 


7 % 


5 % 


NS 


97 % 


78 « 


NS 


E2:19 


30 % 


20 % 


NS 


3 % 


2 « 


NS 


80 % 


80 % 


NS 


E4:4 


67 % 


30 % 


< 0.0001 


37 % 


28 % 


NS 


37 % 


37 % 


NS 


E6t6 


23 % 


13 % 


NS 


3 % 


2 % 


NS 


47 % 


28 % <0.02 


E7:l 


23 % 


2 % 


< 0.0002 


20 % 


8 % 


<0.03 


13 % 


2 % 


NS 


B7:4 


30 % 


2 % 


< 0.0002 


3 % 


2 % 


NS 


80 % 


75 % 


NS 



Sf^o?®"* °^ "^^^^^ 9^^®" absorbance value from 

?Srt o5 Tn'^Jn*^*" 0.1 in the group with cervical carcinoma 
(SCO or in the control group (Co) . 



2) The numerals indicate the p-values for an significant 
increase in the absorbances in the group with cervical 
carcinoma. Notice that the p-values are not based on the 
percentage of positive sera but on a non::5Irametric method 
(Mann-Whxtmey-test) of *he actual absorbaSces. 



NS = Not significant 
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In several cases, however, very sl:eep increases of 
antibody titers against these peptides were obtained with 
patients with cervix cancer compared with the healthy 
persons as is evident from Table 2 and FIG 19. The IgG 
reactivities against the peptides E2tl3, B7il and Eli39 as 
well as the Ign reactivities against B2s9, E2:13, E2:17, 
E78l, E7t4 and E4:4 should especially be mentioned. 
According to Table 2, the IgM reactivities were tumour 
asisociated only in a coiq>le of cases. 

Ninety-four peptides (all from El, E2, E4, E5, E6 and 
E7) were also coupled to a carrier protein and used for 
producing anti-peptide antibodies in guinea pigs by 
hyperlmmunisation. The production of anti-peptide 
antibodies by hyper immunization was verified by ELISA with 
15 a peptide ^ch had not been coupled. All antisera were 

tested with respect to fluorescence against the cell lines 
NIH3T3 and NIH3T3/HPV 16. Several sera exhibited 
Inmunofluoroscence. The antiserum against E6tl was that 
serum which gave the most substantial immunofluorescence in 
the HPV positive cell yAiLlo no fluorescence was obtained in 
the HPV negative cell (not shown) . 

All peptides were tested in ELISA with respect to 
reactivity with IgA, IgG or IgM antibodies in human sera. 
The HPV types 1, 5 and 8 infect the skin, HPV 1 gives 
common benign warts while HPV 5 and 8 are asssociated with 
malign squamous cell carcinomas in the skin, and since it 
is well known that warts are very frequent with children 
the peptides for these three types were tested with a panel 
of 30 sera. The first ten sera are from children (2-8 years 
old) , the following from patients with cervix cancer, where 
the HPV type in the tumour has not been determined, and the 
last ten sera are from patients with CIN ^re likewise the 
HPV type has not been determined. Th results ar given as 
the obtained optical densities at 415 lun multipli d with 



20 



25 



30 
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1000. Values below 100 axe not considered as positive but 
are included for the sake o£ coaqpleteness . 

Peptide IGSARHLVKFIDEAQREKC, HPV 1, protein E2. 
5 IgAt 0, 541, 918, 186, 52, 0, 48, 0, 166, 37, 5, 0, 0, 0, 
0, 3, 0, 36, 51, 0, d, 0, 0, 11, 27, 48, 17, 113, 0, 0. 
IgGt 185, 106, 117, 122, 183, 45, 276, 167, 94, 94, 204, 
44, 80, 37, 72, 85, 176, 44, 49, 32, 85, 180, 55, 25, 51, 
48, 73, 347, 40, 0. 
10 IgMt 102, 88, 206, 70, 87, 49, 37, 1335, 936, 151, 146, 64, 
0, 39, 0, 0, 1, 0, 33^ 0, 58, 33, 55, 18, 14, 46, 14, 204, 
13, 28. 

Peptide TDNNPOHgTRHTIWilHVTyQ, HPV 1, B2. 
15 l9At 0, 28, 13, 0, 30, 3, 0, 0, 38, 9, 0, 24, 45, 0, 4, 33, 

0, 84, 77, 0, 0, 16, 0, 31, 90, 114, 98, 67, 52, 0. 

IgGr 150, 189, 165, 144, 249, 57, 304, 206, 109, 74, 305, 

98, 176, 143, 227, 172, 386, 141, 86, 107, 182, 379, 116, 

92, 125, 134, 164, 271, 138, 74. 
20 ZgMt 31, 17, 9, 105, 13, 16, 6, 311, 601, 139, 56, 93, 57, 

8, 54, 38, 17, 14, 42, 24, 42, 26, 14, 23, 10, 11, 32, 17, 

0, 0. 

. Peptide LGSSIAAKCPEQAPPEPQTDPT, HPV 1, LI. 
25 IgA: 78, 93, 209, 38, 89, 40, 249, 56, 79, 92, 13, 200, 49, 
35, 15, 50, 33, 100, 115, 0, 37, 678, 152, 53, 92, 396, 
202, 64, 86, 0. 

IgG: 219, 330, 209, 169, 217, 87, 355, 339, 169, 211, 211, 
163, 218, 183, 316, 179, 367, 177, 131, 166, 165, 387, 98, 
30 88, 102, 207, 162, 174, 68, 38. 

IgMt 272, 56, 164, 326, 93, 167, 33, 686, 458, 415, 0, 109, 
11, 13, 110, 0, 26, 84, 51, 75, 36, 27, 84, 64, 16, 54, 54, 
7, 11, 148. 
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Peptide OIPLVEIJILGLElroTSSVVQ, HPV 1, L2. 

IgAi 55, 0, 22, 0, 26, 48, 129, 0, 0, 0, 8, 0, 0, 0, 2, 50, 
29, 0, 51, 0, 79, 68,, 237, 13, 24, 81, 67, 23, 27, 0. 
IgGt 223, 433, 276, 220, 264, 131, 347, 245, 128, 138, 315, 
85, 184, 247, 247, 200, 479, 146, 83, 127, 370, 641, 259, 
93, 104, 178, 95, 229, 109, 61. 

IgMj 11, b, 0, 50, O;, 0, 0, 95, 61, 0, 0, 0, 8, 0, 0, 0, 0, 
0, 0, 26, 0, 0, 0, 0, 0, 0, 0, 0, 0. 



Peptide IiGRPRHLISFSSTTQBROC, HPV 5, B2. 
IgAt 0, 0, 0, 0, 9, 0, 0, 0, 0, 0, 0, 0, 0, 0, 31, 0, 0, 0, 
68, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0. 

IgG. 108, 84, 129, 72, 62, 31, 316, 147, 70, 74, 130, 44, 
82, 47, 69, 72, 125, 69, 78, 48, 40, 141, 33, 32, 50, 43, 
15 62, 107, 66, 3. 

IgM« 0, 0, 28, 0, 0> 0, 32, 0, 0, 0, 23, 48, 5, 3, 0, 11, 
12, 1, 48, 0, 46, 49, 6, 8, 39, 11, 27, 24, 0, 6. 



Peptide LGRSRKLILFTSAGQRKDC, HPV 8, B2. 

IgAi 0, 0, 195, 0, 48, 134, 427, 0, 0, 70, 503, 152, 1117, 
401, 14, 843, 456, 577, 1581, 181, 93, 1396, 0, 15, 47, 213, 
365, 415, 4, 0. 

IgGi 115, 138, 259, 71, 80, 22, 192, 98, 87, 45, 623, 60, 
194, 175, 259, 157, 404, 134, 125, 132, 165, 869, 40, 20, 
25 35, 28, 57, 484, 21, 0. 

IgMt 88, 72, 75, 0, 103, 48, 47, 0, 0, 0, 125, 94, 9, 89, 
64, 53, 49, 0, 23, 36, 125, 54, 21, 57, 66, 35, 34, 12, 0, 
12. 

It is notable that the sera number 8 and 9 are 
considerably IgM positive with 3 out of 4 HPV 1 peptides 
and that the peptide from HPV 8 was considerably igA 
positive for patient? ' with cervix cancer but not for 
childr n. 

HPV 6 and HPV 11 , are two closely related viruses which 
35 cause pointed genital warts (condyloma) and rar ly becomes 
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malignant. In some rare cases can, however, HPV 6 and 11 
also be associated with CIN and cervix cancer. The test 
panel for HPV 6 consisted of 2 sera frcMB patients with 
condyloma and known HPV 6 infection, 8 sera from patients 
5 with condyloma, 4 sera from patients with cervix cancer, 6 
sera from patients with condyloma, 5 sera from patients 
with CIN and finally further 5 sera from patients with 
condyloma. The test panel for HPV 11 consisted of one serum 
from a patient with condyloma and HPV 11, 9 sera from 
10 patients with condyloma, 4 sera from patients with cervix 
ceuicer, 6 sera from patients with condyloma, 5 sera from 
patients with CIN, 4 sera from patients with concfyloma and 
finally one serum from a patient with cervix cancer. 

15 Peptide FDGCANNTMDYWWTDVYVQ, HPV 6, E2. 

IgXt 318, 0, 340, 607, 422, 242, 352, 421, 193, 112, 160, 
340, 198, 171, 259, 66, 129, 101, 296, 229, 140, 206, 569, 
253, 292, 119, 150, 92k 72, 236^ 

IgG: 207, 229, 517, 638, 259, 430, 224, 407, 357, 257, 482, 
20 120, 356, 333, 404, 143, 11, 276, 172, 123, 382, 674, 141, 
130, 186, 304, 145, 276, 164, 241. 

IgMt 0, 0, 6, 54, 4, 1, 8, 0, 25, 0, 17, 14, 22, 5, 13, 0, 
0, 5, 3, 26, 50, 62, 2, 80, 23, 2, 0, 17, 0, 20. 

25 Peptide RL6NEHEESNSPLATPCVHP, HPV 6, E4. 

IgAs 33, 0, 61, 690, 63, 29, 99, 152, 132, 32, 0, 0, 0, 2, 
80, 35, 37, 93, 56, 43, 0, 0, 0, 0, 52, 225, 48, 396, 46, 
42. 

IgGtO, 0, 0, 0, 0, 0, 363, 0, 11, 0, 0, 16, 0, 0, 0, 0, 0, 
30 7, 0, 0, 0,3, 7, 0, 0, 28, 0, 0, 0, 0. 

IgMi 0, 0, 0, 131, 0, 0, 0, 0, 18, 41, 0, 45, 49, 87, 57, 
10, 0, 9, 42, 89, 135, 49, 0, 49, 0, 20, 0, 59, 126, 27. 
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Peptide FLDTFWSSSDSGPTSSTPV, HPV 6, L2. 

IgA» 17, 1699, 10, 770, 14, 867, 20, 0, 255, 5, 511, 2682, 
72, 4, 286, 108, 321, 285, 66, 2750, 159, 2604, 0, 46, 0, 
2834, 48, 24, 88, 122. 
5 IgG! 290, 2944, 2438, 955, 222, 2972, 436, 369, 440, 165, 
528, 2651, 1301, 323, 953, 690, 93, 869, 157, 2961, 920, 
2898, 351, 241, 197, 2952, 254, 552, 1550, 317. 
IgMi 0, 0, 0, 122, 0, 0, 0, 0, 95, 0, 7, 0, 0, 0, 44, 8, 0 
0, 2, 0, 25, 0, 0, 0, 0, 0, 34, 0, 0, 0. 

10 

Peptide FOGCBDKVMBTVVWTHITLQ, HPV 11, E2. 

IgA: 178, 173, 474, 381, 229, 270, 322, 236, 122, 227, 52, 
252, 170, 89, 75, 105, 181, 239, 191, 145, 190, 134, 440, 
176, 151, 134, 92, 113, 169, 0. 
15 IgGx 140, 613, 634, 346, 314, 254, 351, 414, 207, 519, 401 
153, 383, 374, 148, 44, 368, 278, 258, 291, 387, 633, 250, 
125, 177, 215, 284, 241, 251, 311. 

IgMt 0, 0, 246, 0, 0, 0, 0, 7, 0, 0, 1, 17, 8, 0, 0, 0, 0, 
19, 0, 0, 13, 22, 0, 0, 0, 0, 0, 0, 0, 54. 

20 

Peptide RRRLGSEHVDRPLTTPCVRP, HPV 11, E4. 
Ig&i 0, 26, 0, 0, 0, 0, 232, 22, 0, 31, 0, 0, 0, 0, 0, 0, 
0, 64, 0, 41, 0, 0, 0, 5, 0, 0, 11, 0, 0, 67. 
IgGi 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 
25 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0. 

IgMs 10, 0, 17, 0, 0, 4, 191, 0, 0, 88, 13, 45, 0, 0, 4, 0 
0, 6, 0, 0, 40, 32, 0, 0, 3, 0, 83, 0, 0, 0. 

Peptide QSQMTCQKPTPBKEKQDPYK, HPV 11, LI. 
30 IgAr 168, 48, 143, 137, 396, 123, 282, 229, 79, 511, 61, 
329, 289, 554, 247, 62, 68, 235, 69, 76, 0, 625, 0, 786, 
97, 0, 49, 129, 240, 0. 

IgGi 46, 21, 122, 71, 148, 78, 46, 127, 47, 149, 150, 60, 
386, 115, 78, 8, 154, 141, 100, 237, 200, 447, 115, 113, 
35 126, 151, 204, 215, 219, 285. 
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IgMx 92, 0, 139, 21, 0, 0, 0, 319, 5, 248, 134, 759, 70, 
46, 11, 0, 107, 285, 141, 591, 129, 172, 254, 27, 47, 3, 
205, 375, 124, 262. 

5 Peptide PU)TFVVSSSDSi^TSSTPL, HPV 11, L2. 

Igks 0, 0, 83, 0, 132, 0, 0, 41, 0, 0, 0, 438, 9, 0, 51, 29 
144, 54, 300, 2621, 0, 1738, 0, 31, 0, 21, 17, 0, 36, 0. 
Zg6: 143, 2288, 338, 127, 431, 245, 218, 285, 91, 0, 428, 
2712, 541, 217, 206, 34, 495, 178, 1167, 128, 155, 881, 
10 201, 135, 126, 187, 283, 159, 197, 201. 

IgM: 0, 0, 124, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 26, 0, 0, 0, 
1, 0, 0, 18, 0, 0, 0, 0, 76, 0, 0, 0, 56. 

HPV 16 Is that HPV type «^ch is most coimmonly found 
with cervix oanoer and CIN. The test panel for HPV 16 
15 consisted of 10 sera from patients with cervix cancer w nd 
known HPV 16 Infection, 10 sera from patients with cervix 
cancer and finally 10 sera frcnn patients with CIH. 

Peptide ffi3DTPTLHEYHi:J3I.QPETTDLTCTEQIillDS, HPV 16, B7. 
20 IgAt 183, 0, 0, 0, 3, 4, 80, 30, 0, 16, 18, 20, 0, 0, 0, 0, 

0, 0, 34, 0, 74, 0, 188, 0, 0, 0, 12, 0, 0, 0. 

IgGr 1283, 361, 0, 0, 0, 0, 93, 0, 0, 0, 18, 0, 8, 8, 0, 7, 

0, 0, 0, 0, 0, 8, 2, 0, 0, 0, 0, 0, 0, 0. 

IgM: 0, 25, 47, 13, 37, 40, 107, 44, 17, 38, 19, 39, 35, 
25 30, 0, 24, 33, 11, 137, 17, 38, 43, 0, 5, 33, 10, 46, 15, 

0, 14. 

Peptide QABPDRAHYNIVTFCCKCDSTLRLCVQSTH, HPV 16, E7. 
IgAt 0, 43, 79, 142, 91, 162, 365, 78, 133, 266, 278, 491, 
30 270, 184, 13, 288, 220, 106, 504, 0, 0, 215, 946, 536, 102, 
149, 761, 243, 472, 0. 

IgG» 20, 0, 6, 0, 7, 24, 36, 0, 8 ,7, 108, 25, 58, 39, 53, 
34, 70, 30, 25, 0, 18, 84, 4, 19, 32, 13, 129, 89, 7, 0. 
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IgM: 155, 163, 148, 298, 254, 698, 261, 81, 289, 144, 1831, 
600, 269, 374, 364, 265, 137, 497, 308, 141, 166, 161, 354, 
395, 256, 143, 612, 236, 1037, 163. 

5 Peptide CCKCDSTLRLCVQSTHVDIRTLEDLLHeTL, HPV 16, E7. 

Ight 351, 188, 277, 99, 334, 427, 954, 375, 344, 833, 459, 
634, 707, 615, 17, 834, 518, 967, 1651, 566, 255, 607, 1150, 
485, 519, 426, 380, 335, 415, 107. 

IgGj 33, 103, 0, 0, 17, 23, 20, 0, 6, 10, 190, 20, 108, 69, 
10 174, 40, 112, 10, 0, 0, 55, 91, 0, 14, 20, 0, 0, 23, 0, 0. 

IgMi 0, 26, 22, 33, 33, 341, 23, 2, 3, 45, 83, 20, 15, 188, 
100, 26, 24, 0, 325, 13, 61, 48, 0, 52, 247, 3, 54, 282, 4, 
0. 

15 Peptide VQSTHVDIRTLBbLLMGTLGIVCPICSQKP, HPV 16, E7. 

IgAi 14, 66, 68, 19; 69, 75, 159, 77, 41, 117, 63, 133, 54, 
0, 17, 104, 17, 43, 112, 0, 0, 91, 1, 50, 89, 72, 35, 30, 
78, 0. 

IgGi 0, 0, 0, 0, 0, 0, 0, 0, 0, O, O, O, O, 0, 0, 0, 0, 0, 
20 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0. 

IgMi 0, 0, 0, 0, 0, 0, 0, 0, 0^ 0, 118, 2, 0, 0, 0, 0, 0, 
0, 4, 0, 7, 0, 0, 0, 0, 0, 0, 0, 0, 0. 

. Hew peptide frcoa HPV 16, LI 

25 The nucleotide sequence of the LI open reading frame 

of HPV 16 was recently determined a second time (Parton, 
Nucleic Acids Research, 18, 3631 (1990)). It was found that 
the original nucleotide sequence contained two errors that 
changed the deduced amino acid sequence at two positions 

30 close to each other in the carboxyterminal part of LI. To 
investigate whether these corrections were in^rtant, a 
peptide covering thp region of these 2 errors and a peptide 
from the same region but with the c rrected sequenc %»er 
synthesized. They were test d in IgA ELISA with a pan 1 of 
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30 sera from patients with HPV-carrying CIN or cervical 
cancer with the follovring results given as absorbancest 

Peptide VTQAI21CQKHTPFAFKEDDFL (old, incorrect sequence)! 
5 .110, 1.854, 0, 0, 0, .571, .195, .123, 0, 0, 0, 0, 0, 0, 
0, 0,0, 0, 0, .343, 0, 0, 0, 0, 0, 0, 0, 0, 0, .383. 

Peptide VTSQ&IACQKHTPPAPKBOPL (corrected sequence)! 
.124, 2.903, 0, 0, 0, 1.012, .289, .228, 0, 0, 0, .374, 0, 
10 0, 0,0, 0, .125, 0, .610, 0, 0, .162, 0, 0, 0, .197, 0, 0, 
.632. 

Results with an IgG ELISA gave a similar tendency (not 
shown) . 

The old peptide is partially overlapped by the 
15 peptides number 30tGGTLBOTYRFVTQ&lAC(pcH » ti«1 number 

31tACQKHTPPAPKEDDPLKKYT, which were described in our 
previous patent application. While peptide 30 was not 
significantly immunoreactive, peptide 31 was reactive. 
Conqaarison of the immunoreactivity of peptide 31 with 
20 peptide VTQlklACQKHTPPAPKEDDPL Showed that peptide 

VTQAIACQKHTPPAPKBDOPL represented a slight inqprovement over 
peptide 31 (not shown) . 

The peptide E2t9 in FIG 4, 5 and 6 had the sequence 
FDGOICNTIOIYTMIHITHITIC. In order to see if the 

25 immunoreactivity of this peptide could be iiq>roved, we 

synthesized two analogs of this peptide that were moved 2 
amino acids compared to the original peptide, either in the 
N-terminal (peptide E2:9(N)t VQEDGDICNTMHYTHWrHIT) or in 
the C-terminal direction (peptide E2i9(C): 

30 GDICNTHHYTimTHITICEE) . They were then tested in an IgA 

ELISA with a panel of 30 sera from patients with CIN (The 
number of IgA-pbsitive sera in this panel were lesser than 
in that panel with cervical cancer sera which was used in 
FIG 4, 5 and 6). 
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Peptide E2s9s 

0, 0, 0, .105, 0, 0, 0, 0, 0, 0, 0, 0, 0, .199, 0, 0, 0, 0, 
0, 0,.124, .102, .164, .126, 0, 0, 0, 0, 0, 0. 

5 Peptide B2t9(C)t 

.222, 0, .253, .136, 0, 0, .159, 0, 0, 0, 0, 0, 0, .172, 0, 
0, 0,0, 0, 0, .172, .210, .233, .161, 0, 0, 0, .134, .104, 
.155. 

be seen, all the sera that were positive for 
the original peptide were also positive for the in^oved 
peptide. In all cases but one (serum number 14, .199 versus 
.172) the immunoreactlvlty was ijqproved vben peptide 
E2s9(C) was used. An igG ELISA with the sane sera and 
15 peptides showed that peptide E2s9(C) was an lo^rovement 

also for IgG (not shown). The peptide analog B2t9 (H) gave 
similar results as did peptide E2t9 (not shown). 
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Use of peptides from LI of HPV 16 to produce antlpeptlde 
sera that will detect all types of papillomaviruses. 

In our previous patent application, peptides based on 
the deduced amino acid sequence of HPV 16 LI were 
synthesized. The peptides were used in ELISA for detection 
of human antlpeptlde antibodies to these peptides. It was 
also proposed in the patent claims that these peptides 
could be used in the diagnosis of papillomavirus associated 
disease by the detection of antigen-antibody complexes in 
tissue. The claims also included peptides containing the 
same epitope and peptides containing substantial homology 
30 with the original peptide. 

6roup>speclf ic detection does not necessarily mean 
that every single virus within the papillomavirus group 
should be dot ctable but the d tection should be broadly 
reactive with genetically diverse papillomavirus types from 
35 several host species. 
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Thns, which ones of these HPV 16-derived peptides that 
were reactive with antibodies against bovine, canine and 
avian papillomaviruses was now tested to see which epitopes 
that were shared between these papillomavirases with a very 
5 low degree of relatedness. As shown In PIG 20, peptides 16, 
30, 31 and 33 from WO 90/04790 represented the main group- 
specific epitopes. 

The prospects of producing antibodies against bovine 
papillomavirus (BFV:) were then examined by immunization of 
10 guinea pigs with peptides 16, 30, 31 and 33. For 

con^arison, antisera against all the other peptides were 
also produced. Howiayer, as shown in PIG 21, very low or no 
reactivity at all against BPy was found in BLISA. 

Shortened versions of the original peptides 16, 30, 31 
15 and 33 were then synthesized and used for immunlBatlon. As 
shown in FIG 21, the antipeptlde antisera ware now reactive 
with BPV. The most succesful peptide was peptide 16a, with 
the sequence VHIGPGAUDFTTLQAGGC, which gave an antl-BPV 
titer of 12.500 which should be caaupaxBd to the antl-BPV 
titer of the antiserum against the original peptide 16 
which was less than 100 (1 e not significant). 

For peptide 30b (66TLBDTYRFGGC) , an antl-BPV reaction 
was also obtained, which was not detectable for the 
original peptide. 
25 For peptide 33a (SADLDQFPLGRKFLLGGC) , the reactivity 

towards BPV was improved but the antiserum against the 
original peptide 33 also produced some antl-BFV antibodies. 
The antiserum to peptide 16a was then analyzed for its 
reactivity in immunohlstocytochemlcal staining of slides 
conatlnlng sections ipf human and bovine skin warts and was 
found to stain both types of viruses in this application in 
accordance with the ELISA data (not shown). 

HPV 18 is a common virus associated with CIN and 
c rvlx cane r, specially adenocarcinoma. Th t st panel 
35 for HPV 18 consisted of 7 s ra from pati nts with cervix 
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cancer euid known HPV 18 infection, 2 sera from patients 
with cm and known HPV 18 infection, 11 sera from patients 
with cervix cancer and finally 10 sera from patients with 
CIN. 

5 

Peptide FDGNKDNCHTTVXNDSVYTH, HPV 18, B2. 

IgA: 27, 3, 0, 22, 15, 89, 74, 75, 7, 0, 0, 60, 60, 0, 0, 

19, 19, 24, 83, 0, 84, 0, 393, 79, 98, 146, 0, 36, 0. 
IgG: 282, 371, 222, 146, 220, 315, 442, 339, 169, 0, 581, 

10 176, 406, 412, 498, 300, 696, 306, 192, 194, 438, 628, 279 
157, 329, 280, 233, 357, 162, 75. 

IgMt 42, 55, 0, 28, 39, 30, 28, 0, 0, 0, 85, 49, 103, 25, 
48, 28, 31, 18, 41, 31, 76, 76, 50, 30, 46, 22, 66, 21, 29 
0. 

15 

Peptide SLLHSYSTPPHRIPAPCPflA., HPV 18, B4. 

IgM 34, 0, 0, 0, 61, 46, 62, 0, 0, 0, 0, 17, 35, 0, 5, 0, 
0, 0, 35, 0, 0, 0, 293, 0, 17, 0, 14, 32, 0, 0. 
IgGt 0, 0, 0, 3, 0, b, 0, 0, 0, 0, 0, 33, 0, 0, 0, 0, 0, 0 
20 0, 0, 0, 0, 0, 9, 0, 0, 0. 

24, 0, 0, 0, 10, 9, 0, 0, 1, 0, 0, 17, 36, 2, 4, 0, 

20, 12, 30, 0, 33, 78, 0, 0, 62, 0, 0, 31, 0, 0. 

Peptide ^PK3W!IXK2D1VIJQLBPQNEIPVDLLCHEQL, HPV 18, B7. 
25 IgAj 171, 48, 0, 21, 77, 108, 294, 119, 24, 0, 41, 271, 80 
40, 0, 121, 181, 37, 252, 48, 148, 145, 517, 156, 150, 212 
236, 17, 155, 0. 

IgG: 0, 17, 0, 21, 4, 4, 4, 0, 0, 0, 23, 9, 14, 0, 0, 3, 8 
0, 0, 0, 0, 38, 0, 0, 0, 0, 0, 0, 0, 0. 
30 IgM: 17, 38, 0, 22, 22, 31, 10, 0, 1, 0, 41, 65, 12, 8, 19, 
19, 0, 31, 0, 65, 38, 0, 4, 8, 18, 23, 0, 0, 0. 

P ptide PQNBIPVDLLCHEQLSDSEBENDEIDGVNH, HPV 18, E7. 
IgA: 0, 0, 0, 20, 3, 6, 24, 205, 11, 0, 0, 58, 0, 0, 0, 15, 
35 0, 0, 85, 0, 5, 0, 16, 0, 0, 35, 115, 5, 19, 0. 
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IgQj 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 6, 3, 0, 0, 0, 0, 0, 
0, 0, 0, 10, 5, 0, 18, 0, 10, 0, 0, 0. 

IgM: 20, 16, 0, 3, 14, 2, 0, 0, 31, 0, 25, 60, 0, 4, 0, 13, 
9, 1, 33, 0, 146, 54, 0, 4, 8, 14, 17, 70, 4, 2. 

5 

Peptide SDSEEENDEIDGVNHQHLPARRABPQSHTM, HFV 18, E7. 
IgAt 0, 0, 0, 2, 37, 67, 1410, 0, 60, 0, 0, 41, 0, 0, 18, 
28, 0, 0, 55, 0, 0, 0, 0, 0, 73, 100, 80, 33, 22, 0. 
IgGj 0, 0, 0, 30, 0, 0, 0, 0, 0, 0, 0, 4, 0, 0, 0, 0, 0, 0, 
10 0, 0, 0, 0, 0, 0, 0, 2, 2, 3, 0, 0. 

IgMs 4, 0, 0, 0, 2, 0, 0, 0, 19, 0, 0, 54, 0, 0, 0, 0, 0, 
0, 51, 0, 29, 26, 0, 0, 15, 1, 6, 50, 0, 35. 

Peptide QHIJ»ARRABPQRHTHLC11CCXCBARIELVV, HPV 18, E7. 
15 IgA< 331, 236, 83, 7, 193, 202, 141, 0, 30, 266, 144, 627, 
301, 155, 14, 440, 213, 94, 662, 0, 0, 971, 0, 0, 4, 520, 
243, 506, 102, 0. 

IgGi 0, 34, 0, 0, 13, 6, 0, 0, 0, 0, 14, 63, 31, 13, 8, 19, 
0, 7, 7, 0, 1, 122, 0, 0, 0, 156, 16, 26, 39, 0. 
20 IgMs 23, 143, 59, 162, 131, 143, 29, 121, 96, 136, 82, 80, 
61, 130, 104, 83, 63, 99, 124, 58, 137, 22, 22, 46, 129, 
146, 131, 27, 44, 121. 

Peptide LCMCCKCEARIELWESSADDLRAPQQLFL, HPV 18, B7. 
25 IgA: 374, 28, 0, 44, 137, 205, 484, 27, 28, 71, 114, 1835, 
23, 87, 10, 155, 103, 435, 360, 492, 145, 74, 339, 540, 
243, 453, 225, 0, 219, 0. 

IgGi 565, 606, 438, 266, 414, 546, 758, 432, 275, 468, 823, 
195, 492, 687, 710, 466, 929, 346, 331, 185, 663, 952, 464, 
30 335, 381, 399, 260, 386, 211, 100. 

IgMs 26, 39, 0, 32, 40, 109, 119, 15, 66, 29, 77, 28, 0, 
137, 0, 31, 20, 156, 116, 50, 135, 45, 30, 60, 68, 49, 50, 
30, 92, 10. 
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Peptide ESSADOLRAFQQLFLNTLSFVCPWCASQQ, HPV 18, E7. 
IgA: 91, 12, 0, 7, 104, 243, 140, 0, 5, 18, 0, 87, 0, 0, 0, 
60, 0, 0, 151, 0, 0, 79, 0, 15, 72, 155, 121, 0, 102, 0. 
IgG: 331, 376, 287, 226, 271, 304, 438, 217, 147, 216, 392, 
5 186, 354, 280, 366, 319, 551, 229, 218, 135, 325, 520, 254, 
181, 190, 129, 140, 239, 92, 39. 

IgMi 55, 103, 0, 81, 152, 417, 98, 36, 52, 7, 32, 205, 36, 
43, 0, 27, 53, 24, 52, 22, 151, 125, 180, 76, 139, 156, 
142, 36, 352, 153. 

10 

Peptide QSVAITCQKDAAPAENKDPTD, HPV 18, LI. 
IgA: 223, 0, 0, 0, 0, 45, 0, 53, 0, 0, 0, 0, 10, 0, 0, 32, 
0, 0, 4, 0, 0, 0, 1, 0, 9, 0, 28, 66, 24, 0. 
IgGx 226, 233, 192, 90, 126, 597, 286, 248, 138, 0, 376, 46, 
15 135, 83, 149, 118, 320, 108, 320, 108, 66, 117, 272, 435, 
108, 30, 99, 118, 94, 405, 99, 25. 

IgH: 50, 9, 99, 58, 12, 0, 0, 20, 65, 0, 32, 57, 24, 0, 0, 
0, 0, 0, 13, 0, 25, 48, 70, 12, 95, 0, 0, 42, 115, 29. 

20 Peptide PLQTFASSGTGEBPISSTPL, HPV 18, L2. 

IgAj 270, 124, 0, 25, 31, 176, 34, 203, 109, 11, 143, 933, 
43, 13, 0, 89, 17, 0, 26, 14, 169, 2604, 33, 41, 30, 1556, 
689, 453, 62, 0. 

IgG* 1449, 350, 336, 143, 155, 280, 382, 410, 312, 166, 
25 470, 2751, 990, 213, 519, 1468, 457, 255, 94, 166, 537, 
2181, 332, 223, 133, 918, 1513, 420, 189, 146. 
IgMj 0, 63, 0, 0, 4, 200, 0, 30, 27, 0, 41, 8, 0, 205, 61, 
0, 0, 0, 0, 0, 127, 0, 0, 0, 7, 12, 55, 46, 47, 1. 

30 HPV 31 is also a common virus in connection with CIN 

and is sometimes seen in connection with cervix cancer. The 
test panel for HPV 31 consisted of 10 sera from patients 
with CIN and known HPV 31 infecti n, 10 s ra from patients 
with cervix cancer and 10 sera from patients with CIN. 



wo 91/18294 



l>Cr/SE91/00335 



29 



Peptide FDGDVHMTUU V TNWKFITLC , HPV 31, E2. 
IgAt 24, 0, 2B, 0, 31, 16, 9, 31, 0, 106, 33, 183, 117, 
210, 10, 158, 88, 101, 303, 0, 0, 82, 64, 127, 164, 197, 
156, 49, 231, 0. 

5 lg6» 24, 0, 21, 0, 19, 16, 8, 37, 3, 0, 13, 14, 33, 1, 35, 
40, 72, 34, 14, 9, 28, 86, 0, 4, 0, 16, 55, 55, 26, 0. 
IgM> 0, 0, 0, 0, 0, 0, 0, 24, 0, 39, 23, 63, 39, 1, 6, 35, 
44, 47, 93, 35, 52, 56, 35, 45, 52, 46, 35, 60, 74, 28. 

10 Peptide mOUUVTLTTISTSQRDDC, HPV 31, E2. 

IgAt 120, 0, 88, 46, 133, 122, 15, 87, 0, 270, 281, 336, 
390, 213, 55, 486, 199, 319, 1011, 70, 6, 306, 335, 210, 
1868, 318, 379, 272, 213, 0. 

Ig6» 296, 220, 158, 99, 117, 201, 245, 255, 264, 159, 1056 
15 369, 494, 310, 722, 263, 697, 342, 309, 276, 338, 538, 140 
117, 194, 166, 240, 428, 238, 94. 

IgMt 104, 67, 52, 26, 44, 59, 17, 52, 0, 113, 167, 133, 74 
76, 219, 59, 39, 70, 653, 114, 241, 145, 37, 221, 2227, 50 
69, 120, 137, 35. 

20 . 

Peptide OBQAITCQKTAPOKPKBDPPK, HPV 31, LI. 
IgAt 0, 0, 10, 0, 0, 0, 10, 4, 0, 61, 6, 64, 48, 15, 0, 0, 
0, 108, 0, 0, 29, 0, 22, 16, 84, 24, 222, 17, 0. 
Ig6« 2, 0, 8, 1, 18, 13, 15, 33, 0, 0, 0, 9, 0, 0, 0, 0, 0, 
25 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 78, 0, 0. 

IgMx 255, 65, 319, 524, 18, 35, 9, 87, 223, 140, 15, 398, 
31, 294, 139, 0, 0, 0, 39, 0, 40, 129, 104, 0, 9, 17, 49, 
239, 301, 184. 

30 Peptide PMDTPIVSTNNQNITSSTPI , HPV 31, L2. 

IgA» 206, 207, 729, 121, 625, 1343, 12, 250, 91, 755, 1144, 
2682, 144, 107, 4, 317, 22, 117, 108, 39, 238, 2604, 0, 51, 
96, 2800, 2406, 2831, 762, 0. 
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IgGs 64, 255, 144, 13, 326, 116, 741, 162, 77, 259, 43, 
583, 214, 12, 298, 713, 0, 76, 10, 57, 103, 473, 12, 19, 1, 
709, 393, 0, 557, 126. 

IgMt 29, 96, 0, 153, 0, 0, 0, 17, 131, 74, 21, 0, 0, 95, 
5 86, 0, 0, 0, 22, 7, 121, 0, 12, 5, 10, 29, 0, 0, 8, 0. 

EPV 33 18 a relatively new virus which has been found 
to be rather conmon both in connection with CIN and cervix 
cancer. The test panel £or HPV 33 consisted of 4 sera from 
10 patients with cervix cancer and known HPV 33 infection, 5 
sera from patients with CIN and known HPV 33 infection, 11 
sera from patients with cervix cancer and finally 10 sera 
from patients with CIN. 

15 Peptide TDNDKKNKHDYTNW6EITII, HPV 33, E2. 

IgA: 53, 0, 29, 204, 67, 65, 19, 83, 210, 47, 12, 170, 77, 
551, 35, 140, 146, 71, 150, 103, 210, 87, 347, 143, 180, 
222, 241, 110, 171, 0. 

IgQ« 165, 268, 2202, 237, 240, 415, 97, 211, 333, 147, 458, 
20 191, 323, 384, 330, 250, 714, 185, 146, 142, 459, 541, 250, 
110, 124, 242, 148, 335, 149, 65. 

IgMs 4, 0, 0, 0, 0, 0, 0, 0, 2, 155, 7, 0, 0, 0, 0, 0, 0, 
0, 0, 0, 0, 24, 0, 0, 0, 0, 0, 7, 0, 0. 

25 Peptide PQTPPSPLQSCSVQTPPnri , HPV 33, E4. 

Ig&i 92, 0, 28, 14, 0, 22, 7, 38, 127, 62, 73, 200, 74, 
138, 44, 227, 49, 61, 283, 0, 41, 121, 69, 88, 145, 68, 37, 
81, 84, 0. 

IgGi 6, 5, 0, 1, 19, 0, 0, 0, 0, 0, 0, 27, 0, 15, 0, 0, 0, 
30 20, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0. 

IgMi 355, 66, 163, 12, 73, 94, 32, 212, 55, 80, 136, 374, 
71, 112, 57, 210, 40, 31, 650, 37, 627, 222, 45, 168, 50, 
31, 37, 51, 88, 118. 
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Peptide TSQ&ITCQKTVPPKEKEDPLG, HPV 33, LI. 
IgA.t 48, 0, 0, 0, 0, 0, 0, 0, 76, 0, 35, 0, 0, 454, 0, 0, 
0, 0, 61, 0, 0, 30, 0, 24, 0, 0, 32, 14, 0, 0. 
IgGt 139, 128, 936, 57, 82, 82, 220, 39, 86, 127, 264, 48, 
5 87, 34, 111, 89, 261, 50, 69, 29, 184, 316, 93, 0, 28, 21, 
34, 237, 35, 0. 

IgMt 5, 0, 0, 0, 55, 78, 31, 112, 209, 122, 105, 304, 137, 
14, 37, 0, 1, 9, 4, 0, 99, 150, 149, 0, 0, 11, 56, 123, 
10 190, 108. 

Peptide PMDXFWSTDSSNVTSSTPI, HPV 33, 1.2. 

IgKt 0, 0, 0, 0, 2734, 29, 2840, 98, 266, 17, 1066, 1921, 0, 
6, 0, 0, 230, 0, 0, 0, 0, 182, 2604, 0, 0, 0, 2800, 2362, 

15 2238, 603, 0. 

IgGi 740, 2531, 2626, 200, 2990, 1286, 486, 741, 1034, 248, 
526, 2439, 1431, 332, 1533, 2967, 420, 727, 191, 480, 862, 
2469, 375, 228, 132, 2977, 2368, 304, 2684, 790. 
Ifl^Mt 43, 23, 127, 12, 52, 146, 0, 6, 184, 25, 77, 58, 53, 

20 146, 202, 12, 19, 54, 27, 63, 172, 0, 54, 18, 52, 172, 19, 
0, 134, 3. 

E7 peptides for HPV types 1, 5, 6, 8, 11, 18, 31, 33 and 56 
As described above, an HPV 16 peptide frooi the E7 open 
25 reading frame %dilch had the sequence 
CCKCDSTLRI£VQSTHVDIRTLBOLLHGTL 

was Studied. Analysis of the predicted amino acid sequences 
revealed that all papllloaiavlruses have a notlf of 30 amino 
acids In the E7 open reading frame that can be represented 
30 by CiatCnanrK»»vvvMnrCT»y»y»T.T.'yxyTi' / Where L' usually Is 
Leucine, but In a few cases was substituted for the other 
hydrophobic amino acids Valine or Phenylalanine. 

The peptides describ d by this formula were 
synthesis d for HPV 1, 5, 8, 6, 11, 18, 31, 33 and 56 and 
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t ated in IgA and IgG ELISAs with a panel of 30 sera from 
patients with CIN. 

Peptide CCGCDSNVRLWQCTETDIRBVQQLLLGTL (HF7 6, E7), 
5 IgKt .162, 0, .182, .228, 0, 0, 0, 0, 0, 0, 0, 0, .122, 
.185, 0, 0, 0, 0, 0, 0, .134, .197, .227, .100, 0, .104, 
.117, 0, .121. I 

IgGs .240, .287, .130, 0, 0, .185, 0, 0, .224, 0, 0, .145 
0, .130, 0, 0, 0, 0, 0, 0, 0, .401, 0, 0, .161, 0, 0, 0, i 
10 0, .126. 

Peptide OIYCEKLVRLTVIADHSAIRQLEELLLRSL (HPV 1, E7), 
IgAs .128, 0, .142, .125, 0, 0, 0, 0, 0, 0, 0, 0,.115, 
.230, 0, 0, 0, 0, 0, 0, .120, .121, .162, .115, 0, 0, 0, 
15 .121, 0, 0. 

IgGs .229, .176, .108, 0, 0, 0, 0, 0, .123, 0, 0, 0, 0, 
.121, 0, 0, 0, 0, 0, 0, .166, 0, 0, 0, .130, 0, 0, 0, 0, 
.105 

20 Peptide CHTCaTOTyRIXnWISTASDIJlTIQQMJlOTV (HPV 33, E7), 

IgAt 0, .178, 0, 0, 0, 0, .115, .103, .115, 0, 0, 0, .115, 
.339, 0, .148, .145, .105, .205, .350, .112, .130, .138, 
.196, 0, 0, 0, .117; 0, .132. 

IgGs .148, .301, .114, 0, .134, .110, 0, .180, .161, 0, 0, 
25 .145, 0, .170, 0, 0, 0, .130, .143, .161, 0, 0, 0, .127, 
.112, 0, 0, 0, 0, .111. 

Peptide CCGCDSNVRLWECTDGDIRQLQDLLLGTL (HPV 11, B7), 
IgAi .253, 0, .286, .142, 0, 0, 0, 0, 0, 0, 0, 0, 0, .230, 
30 0, 0, 0, 0, 0, 0, .199, .229, .226, .158, 0, 0, 0, .107, 0 
.123. 

IgGs .325, .464, .259, 0, 0, .293, 0, 0, .307, .133, 0, 
.219, 0, .178, 0, 0, 0, 0, 0, 0, .699, 0, 0, .261, 0, 0, 0 
0, 0, .210. 
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Peptide CSCCQVKLRLFyNaTDSGIRTFQELLFRDI. (HPV 8, E7), 
IgA.j .103, 0, 0, .144, 0, 0, 0, 0, 0, 0, 0, 0, 0, .214, 0, 
0, 0, 0, 0, 0, .133, .144, .200, .140, 0, 0, 0, 0, 0, 0. 
IgGi .119, .198, 0, :6, 0, 0, 0, 0, .112, 0, 0, .135, 0, 
5 .140, 0, 0, 0, 0, 0, 0, 0, 0, 0, .108, 0, 0, 0, 0, 0, 0. 

Peptide CCKCEARIELVVESSJUdDIlUkFQOLFLnTL (HPV 18, E7), 
IgAt .143, 0, .292, .133, 0, .127, 0, 0, 0, 0, 0, 0, 0, 
.221, 0, 0, 0, 0, 0, 0, .129, .206, .200, .141, 0, 0, .123, 
10 .135, 0, 175. 

IgG: .239, .276, .200, 0, 0, .182, 0, 0, .199, 0, 0, .181, 
0, 0, 0, 0, 0, 0, 0, 0, .476, .167, 0, .171, 0, 0, 0, 0, 0, 
0. 

15 Peptide dRNCBVKLRIFVHATBFGIRAFQQLLTiaSL (HPV 5, S7), 

iga.« 0, 0, 0, 0, 0, 0, o, o, o, o, o, o, o, o, o, o, o, o, 

0, 0, 0, 0, 0, .128, 0, 0, 0, 0, 0, 0. 
IgGt All 30 were negative. 

Peptide CCECKFVVQIJ3IQSTKjBOIAVVCX2LIiMBAL (HPV 56, E7), 
IgAx .149, 0, .171, p> 0, 0, 0, 0, 0, 0, 0, 0, .117, .260, 
P, 0, 0, .112, 0, 0, .132, .145, .135, .120, 0, 0, 0, .132, 
0, .122. 

Ig6« .134, .224, 0, 0, 0, .110, 0, 0, .113, 0, 0, 0, 0, 
.105, 0, b, 0, 0, 0, 0, .182, 0, 0, 0, 0, 0, 0, 0, 0, 0. 

'I 

Peptide CC(lCKSTLRIiCVQSTQVDIRILQEtLMGSF (HPV 31, E7), 
IgAi 1.344, .200, .855, .600, 0, .358, .282, 0, .158, 0, 0, 
0, 0, .694, .122, 0, 0, 0, 0, .107, .902, .948, 1.762, 
30 .882, 0, 6, 0, 0, .121, .451. 

IgG: .448, .775, .435, .123, 0, .530, .411, 0, .529, .405, 
0, .825, 0, .538, .179, 0, 0, 0, 0, 0, .588, .198, 0, .635, 
0, 0, 0, .422, .163, 1.474 



20 



25 
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As shown by the results presented above, this site in 
the E7 protein is an important antigenic site (for both IgA. 
and IgG) that was present for all HPV types tested except 
HPV 5. 

5 

Essential amino acids in the major E4 epitope. 

The major E4 epitope , peptide E4s4 
(SSDQDQSQTPETPATPI.SCC) was investigated for necessary amino 
acids by the synthesis of 2 peptides that had been moved 2 

10 amino acids compared to the original peptide, p^tide E4i4N 
(RLSSDQOQSQTPBTPA!rPLS) and peptide E4t4C 
(DQDQSQTPETPATPLSCCTE) . The peptides were tested and 
con?)ared with peptide E4t4 in IgA and IgG ELISAs in the 
same panel of 30 human sera. Both the peptide B4i4N and the 

15 peptide E4t4C were unreactive (no sema produced any 

optical density above 0.1) (not shown). The B4 peptide 
DQDQSQTPETP was synthesised in a previous work (Sehoolnik, 
EP 0 257 754). Since the non-reactivity of peptides E4t4M 
and B4s4C inplles that both the first residues SS and the 

20 last residues CC of peptide B4:4 are essential for its 

reactivity, we think that the peptide E4s4 represents a new 
invention with an Immnnoreactivity that was not present in 
this previously described peptide. 

25 Epitopes in the E4 protein requiring 30 amino acids 
peptides. 

The finding of an epitope in the E7 open reading frame 
that was 30 amino acids long prompted an additional test of 
the E4 open reading frame with overlapping 30 residues 
30 synthetic peptides. The following peptides were 
synthesised s 

AOPAAATKTFLLKLLGSTWFTTPPRPIFKP 
WPTTPPRPIPKPSPWAPKKHRKLSSDQDQS 
KHRRLSSDQDQSQTPETPATPLSCCTETQW 
35 QSQTPETPATPLSCCTETQWTVLQSSLHLT 
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TBTQWTVLQSSLHLTAHTKlXaiTVIVTLHP 

The peptides ware tested in igA ELISAs with a panel of 30 
human sera from CIN patients. 

5 Peptide AOPAAATKTPLLKLLGSTHPTTPPRPIPKP, 

IgA: .234, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 
0, 0, .106, 0, 0, 0, .171, 0, 0, 0, 0, 0, .202. 

Peptide WPTTPPRPIPKPSFHAPKKHRRLSSDQDQS, 
10 IgAt .199, 0, 0, .148, 0, 0, .662, 0, 0, .119, 0, 0, 0, 

.121, 0, 0, 0,0, 0, 0, 0, 0, .724, 0, 0, 0, 0, .141, .248, 
.136. 

The peptide KBRRLSSDQDQSQTPETPAXPLSCCTETQW Showed an 
15 ixnminoreactivity that was strongly correlated to, but 
somewfaat lesser than the reactivity of peptide 
SSDQDQSQTPETPATPLSCC (not shown). The peptides 
QSQTPBTPAXPLECCTBTQNTVLQSSLHLT and 

TKIX2nTVI^SSX.HLTAHTRD6LTVTVTILHP reacted with 2 out of 30 
20 sera in the Ig& BlilSA (not shown). 

Antibodies in cervical secretions 

The major immunoreactive peptides were also tested in 
IgA and IgG ELISAs with cervical secretions from 30 
25 with cervical intraepithelial neoplasia (CIN) or with a 

history of CIN. It was found that those peptides which were 
the most imnmnoreactive with serum also were those which 
were most reactive with cervical secretions. 

30 The results are exen^lified with peptide E2i9 

(PD6DICNTMHYTNWTHITIC) . IgA-ELISA where the results are 
given as optical densities for a lt2 dilution of the 
seer tiont 
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.063, 0, .059, 0, .456, .074, 0, 0, 0, .177, 0, 

1.563, 0,.124, 0, b, 0, 0, 0, .104, .083, 0, 0, 0, .068, 0, 
0, 0, .150. 

igG-ELISA also at a lt2 dilution of the secretions 

.080, 0, 0, 0, .067, .262, .110, 0, 0, 0, .131, 0, .092, 0, 

0, 0,0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, 0, .070. 

Ab seen from the xesults shown above, IgA was the 
na jor Ig class in secretions . An BLISA was also performed 
on semm from the same patients. Coniparison of the igG- 
resttlts for serum and secretions showed a strong 
correlation, whereas no obvious correlation was seen 
bettreen IgA in serum and secretions (not shown). This 
suggests that most of the IgA found in secretions was 
produced locally, whereas the IgG found in secretions may 
be due to a leakage^ of serum antibodies into the 
secretions. 

In summary, these results show that several 
Immunoreactive peptides based on both HPV 1, 5, 6, 8, 11, 
16, 18, 31, 33 and 56 have been found. The immunoreactivity 
is quite different depending on if IgG, IgA or IgM is 
measured. The method used here, BLISA, is only one of 
several variants of immunoasssay, but the most single and 
most practical method for testing sera on a large scale. 
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CLAIBS 

1. Method for diagnosing -the pxesence of human 
papillomavirus (HPV) infection and of papillomavirus (FV) 
carrying -tumours by immuno assay, characterise 
5 d in that the detection is performed by immunoassay based 
on the E2f LI or 1.2 protein of HPV 1, the E2 protein of HPV 
5f the E2 protein of HPV 8, the B4 or L2 protein of HPV 6, 
the E4, 1.1 or L2 protein of HPV 11, the E7 protein frAn HPV 
1, 6, 8, 11, 18, 31, 33 or 56, the E7 protein fr&n HPV 1, 
10 6, 8, 11, 18, 31, 33 or 56, the E4, E7, LI or L2 protein of 
HPV 18, the E2, LI or L2 protein of HPV 31, the E2, E4, LI 
or L2 protein of HPV 33 or on any of the peptides 
I6SARMLVKFZDBAQREKC (HPV 1, B2) 
TOmiPDHQTRHTiraiHVTTQ (HPV 1, B2) 
15 CAYCBKLVRLTVLAI1HSAZR(2LEBLLLRSL (HPV 1, E7) 
L6SSLAAKCPEQAPPEPQTDPY (HPV 1, LI) 
DIPLVELHLGLBTDTSSWQ (HPV 1, L2) 
L(3(PRHLISFSSYTQRRDC (HPV 5, B2) 
FDGCANNTMDYWWTDVYVQ (HPV 6, E2) 
20 RLGaaBHBBSNSPLAXPCVNP ' (HPV 6, E4) 

CCGCDSNVRLWQCTETD1REVQQLLL6TL (HPV 6, B7) 
PLDTFWSSSOSGPTSSTPV (HPV 6, L2) 
LGRSRMLILFTSAGQRKOC (HPV 8, E2) 
CSCCQVKLRLFVNATDS6IBTFQELLFRDL (HPV 8, E7) 
25 PDGCEDNVMEYWWTHIYLQ (HPV 11, E2) 
RRRL6SEBVDRPLTTPCVNP (HPV 11, E4) 
CCGCDSNVRLVVECTD6DIRQLQDLLL6TL (HPV 11, E7) 
QSQ2klTCQKPTPEKEKQDPTK (HPV 11, LI) 
PLDTFWSSSDSGPTSSTPL (HPV 11, L2) 
30 KQHRDAVQVLKBKYLGSCIE (HPV 16, El) 
Q7SG6SG66CSQTSS6SG6E (HPV 16, El) 
6S66E6VSERHTICQTPLTN (HPV 16, El) 
KAAHLAKFISLT6VSFSELV (HPV 16, El) 
DS1KTLLQQTCITLHIQSL& (HPV 16, El) 
35 SK5HFWLQPLADAKI6MLDD (HPV 16, Elj 
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WLDDKEVPCftSYlUDULRS (HFV 16, El) 
LHHRLWFTFPHBFPFDENG (HFV 16, El) 
FDEHGNFVTBLHDKNWKS (HFV 16, El) 
DSLPTFKCVSGQRTHTL (HFV 16, El) 
5 (a^ICBTMSTTIIWTHITICEE (HFV 16, E2) 
LTHTENDSTDLROHIDYHKH (HFV 16, E2) 
FTGCIKKH6XTVEVQFD6DI (BFV 16, E2) 
FDGDICNT11HYTNNTBI7IC (HFV 16, E2) 
HinCBEASVTVVBGQVDTT (HFV 16, E2) 

10 QVDTTGLTYVHBGIRTTFVQ (HFV 16, E2) 
TTFVQFKDDABK7SXIIKVWE (HFV 16, E2) 
NKVWBVHAG6QVILCFT8VF (HFV 16, E2) 
AVALG3!BETQTTI(}RFRSEF (HFV 16, B2) 
FRSBFOTQiPCHTTKLLHRD (HFV 16, E2) 

15 FNSSHK6RINCH8BTTPIVH (HFV 16, E2) 
SSDQDQSQTPBTPAIEFLSCC (HFV 16, E4) 
IFKFSPNAFKKHRRLSSDQD (HFV 16, E4) 
ADFAAManrFTiTiKTiTtffiSTWPTTFFRFIFKF (HFV 16, E4) 
V(FTTPPRPIFKF6FiaVFKKHRBL88DQDQS (HFV 16, E4) 

20 THLDTASTTLLACELLCFCV (HFV 16, E5) 
7SKISBTRHTCT8I.TGTTLE (HFV 16, E6) 
6TTLE(}QTNKFLCnLLIRCI (HFV 16, E6) 
HGDXPTLHEYHLDLQFETTb (HFV 16, E7) 
PETTDLTCTEQLHDSSEBBO (HFV 16, E7) 

25 FDRAH7NIVTFCCKC08TLR (HFV 16, E7) 
DSTLRLCVQSTHVDIRTLEDL (HFV 16, E7) 
TLEOLLMGIIiGIVCPICSQKF (HFV 16, E7) 
HGDTPTLHBTMLDLQFBTTDLYCYBQLHDS (HFV 16, B7) 
QAEFDRAHIHIVTFCCKCDSTLRLCVQSTH (HFV 16, E)7 

30 CCKCa)STIALCVQSTHVDlRTLEDLL!!GTL (HFV 16, E7) 
VQSTHVDIRTLEDLLMGTLGIVCPICSQKP (HFV 16, E7) 
VTSQ&IACQKHTPPAFKEDPL (HFV 16, LI) 
VHTGFGAHDFTTLQAGGC (HPV 16, LI) 
GGTLEDTTRFGGC (HFV 16, LI) 

35 FDGHKONCUTTVAHDSVTTM (HPV 18, E2) 
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SLLHSTSTPPHRIPAPCPNA (HPV 18, E4) 
CCKCEARIELWBSSADDLRAFQQLPLNTL (HPV 18, E7) 
HGPKATLQDIVLHLEPQHEIFVDLLCHEQL (HPV 18, B7) 
PQNBIPVDLLCHEQLSDSEEEHDEIDGVNH (HPV 18, E7) 
5 SDSEEEHDEIDGVNHQHLPARRAEPQRHTM (HPV 18, E7) 
QHLPARRAEPQRHKMLCBICCXCEARIELW (HPV 18, E7) 
LCHCCKCBARIELWESSADDLRAFQQLFL (HPV 18, E7) 
ESSADDUtAFQQLFLNTLSFVCPWCASQQ (HPV 18, E7) 
QSVAITCQKDAIkPAENKDPYD (HPV 18, LI) 
10 PLQTFASSGTGEEPISSTPL (HPV 18, 1.2) 
FD^VHHTMHXTNMKFIYLC (HPV 31, E2) 
HKN&IVTLTTISTSQRDDC (HPV 31, E2) 
CCQCKSTLRLCVQSTQVDIRILQELLMGSF (HPV 31, E7) 
T8QAITC0KZAPQXPKEDPFK (HPV 31, LI) 
15 PHDTFIV8THHQNITSSTPI (HPV 31, 1.2) 
TDBDKKIITMDYTMWGBIYII (HPV 33, B2) 
PQTPPSFLQSCrSVQTPFNTI (HPV 33, B4) 
CBTCNTTVRLCn^TASDLRTIQCffJJIGTV (HPV 33, B7) 
TS0&ITCQKTVPPKEKEDPL6 (HPV 33, LI) 
20 PHDTFWSTDSSIIVTSSTPI (HPV 33, L2) 

CCBCKFWQLOIQSTKEDLRWQQLLMQAL (HPV 56, B7) 
or on modifications of any of the above-mentioned 
polypeptides where the modified peptide contains an epitope 
that is essentially similar to the epitope of the original 
25 polypeptide or on modifications of the above-mentioned 

peptides, which are reactive with antibodies against the 
original p^tide. 

2. Method as in claim 1, wherein the immunoassay is 
based on IgA-antibodies against the proteins from E2, LI or 
30 L2 of HPV 1, the E2 protein of HPV 8, the E4, LI or 1.2 

protein of HPV 6, the E4, LI or L2 protein of HPV 11, the 
El, E4, ES, E6 or E7 protein of HPV 16, the E7, LI or L2 
protein of HPV 18, the E2, LI or L2 protein of HPV 31, the 
E2, E4, LI or L2 protein of HPV 33 or against any of the 
35 p ptid B 
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CAYe:EKLVia.TVIJU3HSAIRQUEELLLRSL (EPV 1, E7) 
FDGCANirCHDX VVWl'DV y VQ (HFV 6, E2) 
CCG(:DSHVia.VVQ(nXTDIREVQQLLIiGTL (HPV 6, E7) 
CSCCQVKLRLFVNATDSGIRTFQELLFRDL (HPV 8, E7) 
5 FDGCEDHVHETWNTHITLQ (HPV 11, E2) 

CCGCOSNVBLWECTDGDIRQLQDLLLGTL (HPV 11, E7) 
QTSG6SGGGCSQTSS6SG6E (HPV 16, El) 
GSGGEGVBERHTICQTPLZA (HPV 16, El) 
KAAMLAKFXELTGVSFSBIiV (HFV 16, El) 

10 DSIXTLLQ(2YCLTLHIQSLA. (HPV 16, El) 
SKSHFRLQPLADAKIGMLDP (HPV 16, El) 
Q»IiDDATVPCfnm:DE»9LBN (HPV 16, El) 
LHNRLWFTFPNEFFFDENG (HPV 16, El) 
FDENGHPVYELNDKNWKS (HPV 16, El) 

15 DSLPTFKCVSGQHTHTL (HPV 16, El) 

GDICHTHHYTNWTHITICEE (HPV 16, E2) 
LTHTEHDSTIILROHIOTHKH (HPV 16, E2) 
FDGDIGHTHHYTHNTHITIC, (HPV 16, E2) 
HITICEBASVrWBGQVDYY (HPV 16, E2) 

20 Q7DY7GLTTVHBGIRTZFVQ (HPV 16, B2) 
TTFVQFKDDAEKTSKSKVWE (HPV 16, E2) 
NKVWEVHAGGQVILCFTSVF (HPV 16, B2) 
AVALGXEET(2TTIQSPRSEP (HPV 16, B2) 
PRSEPDTOIPCHTTKLLHRb (HPV 16, E2) 

25 FNSSmcroiHCK SMTTPiVH (HPV 16, E2) 
SSDQDQSQTPETPATPLSCC (HPV 16, E4) 
AOPAAATKTPLLKLLGSTHPTTPPRPIPKP (HPV 16, B4) 
WPTTPPRPIPKPSFWAPKEHRKLSSDQDQS (HPV 16, E4), 
TIILDTASTTLLACFLLCPCV (HPV 16, E5) 

30 YSKISETKHTCTSLTCTTLE (HPV 16, E6) 
HfflMTTLHBYMIDLQPETTD (HPV 16, E7) 
PDRAUKNIVTFCCKCOSTIJI (HFV 16, E7) 
DSTLRLCVQSTHVDIRTLBDii (HPV 16, B7) 
TLEDLLHGTLGIVCPICSQKP (HPV 16, B7) 

35 HGDTPTLHEYMLDLQPBTTOLYCTEQLNDS (HPV 16, E7) 
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QAEPDRAHYHIVTPCCaCCDSTORLCVQSTH (HPV 16, E7) 
CCKCOSnilU^VQSTHVDIKrLBOLLMGTL (HPV 16, B7) 
VQSTHVDIRTLBDLLMGTLGIVCPICSQKP (HPV 16, E7) 
VTSQAIACQKHTPFAPKEDFL ( HFV 16 , LI ) 
5 FDGHKDNCMTirVMIDSVTTM (HPV 18, E2) 

CCKCEARIELVVESSADDLRAFQaLFLNTL (HPV 18, E7) 
CCQCKSTLRLCVQSTQVDIRILQELLHGSF (HPV 31, E7) 
CHTCim?VRI.CVNSTASDLRTIQQLLMGTV (HPV 33, E7) 
CCBCKFVvoIJ3IOSaagSDI.RVPQQr.r.MffftTt (HPV 56, E7) 
10 or on modifications of any of the above-mentioned 

polypeptides, which contains an epitope that is essentially 
similar to the epitope of the original polypeptide or on 
modifications of the above-mentioned peptides, which are 
reactive with antibodies against the original peptide. 
15 3. Itethod as in claim 1, wherein the immunoassay is 

based on IgG-antibodies against any of the peptides 
I6SARMLVKFIDEAQRBKC (HPVl, E2) 
TDNNPONQTRHTINHHVTTQ (HPV 1, E2) 
CATCEKLVra^TVIADHSAIRQLEELLLRSL (HPV 1, B7) 
20 I£SS£AAK:pB0APPEFC2TDP7 (HPV 1, LI) 
DIPLVBLBLGLETDTSSWQ (HPV 1, 1.2) 
IX3RPRMLISFSSTTQRRDC (HPV 5, E2) 
I&RSRMLILFTSA6QRXDC (HPV 8, E2) 
PDGCANMTMDTWWTUVYVQ (HPV 6, E2) 
25 RLGNEHBBSNSPLATPCVWP (HPV 6, B4) 

CCGCDSNVRLWQCTETDIREVQQLLLGTL (HPV 6, E7) 
PLDTFWSSSDSGPTSSTPV (HPV 6, L2) 
CSCCQVKLRLFVNA.TDS6IRTFQBLLFRDL (HPV 8, E7) 
PDGCBDNVMETWWTHIYLQ (HPV 11, E2) 
30 CCGCDSNVRLWECTDGDIRQLQDLLLGTL (HPV 11, E7) 
QSQAITCQKPTPEKEKQDPYK (HPV 11, LI) 
PLDTFWSSSDSGPTSSTPL (HPV 11, L2) 
GHLDDATVPCHSnriDOlILRN (HPV 16, El) 
FDENGNPVYELNnKNNKS (HPV 16, El) 
35 GDICHTMHyTNWTHITICEE (HPV 16, B2) 
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FDGH3ICNTMUy'rMWTUIYIC (HPV 16, E2) 

NKVWBVHAGGQVILCPTSVFHPV (HPV 16, E2) 

AVALGTEETQTTIQRPRSEP (HPV 16, B2) 

PRSBPDTGRPCBTTKEiLBRD (HPV 16, B2) 
5 SSDQDQSQTPBTPAXPLSCC (HPV 16, B4) 

THLDTASTTLLACFLLCFCV (HPV 16, B5) 

B6DTPTLHEYULDLQPETTD (HPV 16, B7) 

PETTDLTCTBQLEIDSSEBED (HPV 16, B7) 

DSTLRLCVQSTHVDXRTLEDL . (HPV 16, B7) 
10 HQ3TPTLHETHLDLQPBTTDLTCTBQLHDS (HPV 16, B7) 

QAEPDRAHTNIVTFCCKCDSTLRLCVQSTH (HPV 16, E7) 

CCKCDSTIJafVQSTHVOIRIUSDZJJfGTL (HPV 16, E7) 

"VTSQUIACCJKHTPPAPKBDPL (HPV 16, LI) 

FIXaKDNCIimrVANDSVTYM (HPV 18, B2) 
15 CCKCBARIELVVBSSAD0LRAF(2QLFLNZL (HPV 18, E7) 

QBLPARRAEPQRHXIILCMCCKCBARIBLVV (HPV 18, E7) 

LCMCCKCBARIBLWBSSAODLRAFQQLFL (HPV 18, E7) 

BSSJUSDLIUlFQQLFIJnLSTyCPWCaSQQ (HPV 18, E7) 

QSV&ITCOKDaAFAERKDPTD (HPV 18, LI) 
20 PLQTFASS6T(ZBPISSTPL (HPV 18, L2) 

HKHAIVTLT7ISTSQR0DC (HPV 31, E2) 

CCQCKSTLRLCVQSTQVDIRILQELLMSSF (HPV 31, £7) 

PHDTFIVBTRBQHITSSTPI (HPV 31, L2) 

YDNDKEOITMDTTOWGEITII (HPV 33, E2) 
25 CHTCNTTViaiCVHSTASDLRTIQOLLMGTV (HPV 33, B7) 

TSQAITCQKTVPPKBKBDPLG (HPV 33, LI) 

PMDTFWSTDSSHVTSSTPI (HPV 33, L2) 

CCECKFVVOLDIQSTKEDLBVVQQLUIGAL (HPV 56, B7) 

or on modifications of any of the above-mentioned 
30 polypeptides, which contains an epitope that is essentially 

similar to the epitope of the original polypeptide or on 

modifications of the above-mentioned peptides, which are 

reactive with antibodies against the original peptide. 

4. Meth d as in claim 1, wherein the immunoassay is 
35 based on IgM-antibodies against any of the peptides 
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I6SARMLVKFIDEAQRBKC (HPV^l, E2) 
70NNFDHQTRBTIWNHV77Q (HPV 1, E2) 
LGSSLAaKCFBQAPPEPQTOFY (HPV 1, LI) 
L6RPRMLISFSSYTQRR0C (HPV 5, E2) 
5 L6RSRHLILFTSASQSKDC (HPV 8, E2) 
RLGNBHEBSHSFLATPCVWP (HPV 6, E4) 
PLDTFWSSSDSGPTSSTPV (HPV 6, Ii2) 
PDGCEDNVMByVVMTUlTLQ (HPV 11, E2) 
RRRLGSEHVDRPLTTPCVWP (HPV 11, E4) 
10 QS(31LITC0KPTPEXSKQDFTK (HPV 11, LI) 
PLDTFVVBS8DS6PTSSTPL (HPV 11, L2) 
K(2HRDAVQVLXRKTL6SCZB (HPV 16, El) 
QTSGGSGGGCSQTSSGSGGB (HPV 16, El) 
SX8HFNLQPLADAKI6MLDD (HPV 16, El) 
15 DSLPTFKCVSGWTHTL (HPV 16, El) 

PT6CIKKHBYTVEVQFDQ>I (HPV 16, E2) 
TTFVQFKDDAEKTBXNKVWEHPV (HPV 16, E2) 
PRSBPOTQNPCBTTKLLHRD (HPV 16, E2) 
FKS6HK6RZNCNSBTTPIVH (HPV 16, E2) 
20 IPKPSPRAPKKUKRLSSOQD (HPV 16, E4) 
TNLDTASTTLLACFLLCPCV (HPV 16, ES) 
TSKISE7BH7CYSLTGTTLE (HPV 16, E6) 
GTXLEQQTHKPLCGLLIBCI (HPV 16, E6) 
PDRAHYHIVTFCCKCDSTLR (HPV 16, E7) 
25 6DTPTLHEZHLOLQPBTTDLTCYEQLNDS (HPV 16, E7) 
(2ABPDRAH7NIVTFCCKCDSTLRLCVQSTH (HPV 16, E7) 
CCKCSSTLRLCVQSTHVDIRTLEDLLIfGTL (HPV 16, E7) 
VQSTRVDIRTLEDLLMGTLGIVCPZCSQKP (HPV 16, E7) 
FDGiaKDNClfTTVANDSVTYH (HPV 18, E2) 
30 P(2NEIPVDLLCHEQLSDSEEEIIDEID6VNH (HPV 18, E7) 
QHLPARRAEPQRHTHLCaiCCKCBARIELW (HPV 18, E7) 
LCMCCKCEARIELWESSADDLRAFQQLFL (HPV 18, E7) 
ESSADDLRAFQQLPLNTLSFVCPWCASQQ (HPV 18, E7) 
QSV21ITCQKDAAPAEHKDP7D (HPV 18, LI) 
35 PLQTFASSGTGEEPISSTPL (HPV 18, L2) 
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HKHAIVTLTTISTSQRDDC (HPV 31, E2) 
TSQAITCQKTAPQKFKBDPFK (HPV 31, LI) 
PMDTPIVSTNNQNITSSTPI (HPV 31, L2) 
TDNDKKNTHDTTHWGEITII (HPV 33, B2) 
5 PQTPPSPLQSCSVQTPPHTI (HPV 33, E4) 
TSQJaTCQKTVPPKEKBDPLG (HPV 33, LI) 
PMDTFWSTDSSNVTSSTPI (HPV 33, L2) 

or on modifications 6f any of the above-mentioned poly- 
peptides, which contains an epitope that is essentially 

10 similar to the epitope of the original poljfpeptide or on 
modifications of the aibove-mentioned peptides, ^riiich are 
reactive with antibodies against the original peptide. 

5. MBthod as in any of claims 1-4, wherein the 
immaoassay is ELISA. 

15 6. Method as in any of claims l->4, ^rtierein the 

immunoassay is performed on semm. 

7 • Method as in any of claims 1-4 , wherein the 
immunoassay is performed on cervical secretions, 

8« Method as in any of claims 1-4, wherein the 

20 immuoassay measures the presence of cervix cancer, 

condyloma, CIN, warts or squamous cell carcizioma in the 
skin. 

9. Method as in any of claims 1-4, herein the 
Immuoassay is limmino fluorescence. 
25 10. Method as in any of claims 1-4, wherein the 

immuoassay is immunohistocytochemistry* 

11. Method as in any of claims 1-4, wherein the 
immunoassay is performed on secretions gathered with a 
brush or a spatula. 
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